PMNs and macrophages were isolated from lungs of infected mice at 6 and 24 h postinfection by using anti-Gr1-PE and anti-F4/80-FITC antibodies, respectively. Briefly, single cell suspensions from lung homogenates were incubated with anti-Gr1-PE and anti-F4/80-FITC antibodies for 1h at 4°C. Cells were washed to remove unbound antibodies then incubated with anti-PE and anti-FITC microbeads for 30 min at 4°C.
Positive and negative cell populations were then separated on a MACS column according to the manufacturer's instructions (Miltenyi Biotech, Auburn, CA) . The purity of PMNs and macrophages was determined by flow cytometry. PMNs and macrophages were lysed with 0.5% Triton X-100 and the released intracellular bacteria were determined by plating on antibiotic containing agar plates. In other experiments, mice were sacrificed at 72h post-infection and spleen PMNs were used to examine Rac1, Rac2 and gp91 phox expression. Spleen cells from 18 mice were pooled and plated in flasks in RPMI with 10% FBS at 37°C, 5% CO 2 . Non-adherent cells were removed after 1 h and subjected to positive selection using Gr-1 antibody (BD Biosciences, San Diego, CA) and goat-anti mouse-IgG bound to magnetic beads (Miltenyi biotech, CA). A total of 2 x 10 6 PMNs were used to isolate RNA that was then reverse transcribed to obtain cDNA. The sequence of primers for murine Rac1: (forward: 5'-GGACACAGCTGGACAAGAAGA-3'; reverse: 5'-GGACAG AG AACCGCTCGGATA-3') (361 bp), Rac2 (forward: 5'-ACTGTCATCCCTGGCTGCT-3'; reverse: 5'-CAGGTTCACCGGCTTACTG-3') (251), gp91 phox were (forward: 5'-GTCAAGTGCCCC AAGGTA TCCA-3'; reverse: 5'-TTGTAGCTGAGGAAGTTGGC-3').
Generation of OmpA mutants of E. coli K1 strain
Various mutations in OmpA were generated as described previously using the plasmid pKE325 (low copy number), which is a pACYC-derivative (pK194) containing entire ompA gene with its own promoter 20, 52 . Briefly, primer pairs having the desired mutations were synthesized and cartridge-purified. PCR for the plasmid mutation was carried out using PfuTurbo DNA polymerase and pKE325 as the template. After confirming the amplification of PCR product, the DNA was digested with DpnI and transformed into E.
coli DH5α followed by selecting for kanamycin resistance. Plasmids were isolated from a single colony and the occurrence of mutation was verified by sequencing. The correct plasmids were subsequently introduced into the ΔompA strain E98.
Cytokine determination
Cytokines were determined in the serum of WT, PMN-depleted, gp96siRNA treated or untreated mice by ELISA using commercially available kits as per manufacturer's instructions (Invitrogen, Carlsbad, CA).
